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P2=5TCTA(£AMTT(£CTTGT(j^^ 

P4 = 5 1 CTATCTAGGCCTAAAGTAT3 ' . Indicated restriction sites in fragments 1 and 2 are internal 
sites used to clone into pGEX2T vector (fragment 1 ; construct called pGA3O-660) or pMALc 
vector (fragment 2; construct called pMA660-l 100). Bracketed restriction sites at ends of 
fragment 3 are pUC9 polytinker sites utilized to done fragment 3 into pET23 vector 
(construct called pPAl 100-2680). Numbers in these constructs refer to toxin A amino acid 
interval that is expressed The shaded portion of the toxin A gene corresponds to the repeating 
ligand binding domain. 
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pP refers to pET23 vector. pM refers to pMALc vector, A refers to toxin A, and numbers refer to 
amino acid interval expressed in done. Endpoints of dones correspond to indicated restriction sites, 
shown of toxin A map. 
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pP refers to pET23 vector. pM refers to pMALc vector, A refers to toxin A, and numbers refer 
to amino acid interval expressed in clone. Endpoints of clones correspond to indicated 
restriction sites shown of toxin A map. 
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Summary of expression constructs from the toxin B gene 
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Interval specific expression constructs 
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Expression constructs from the interval 3 region 



Interval 3 



P14(1850) 
j i 



Spel 
(1750) 



Hindlll Pvull 
(1970) (2070) 



pMB1750-236( 



pPB1750-2360 £ 



pMB 1750-1970* 



pMB1970-2360< 



pMB 1850-2360 



PPB1850-2360 HHHl 



PMB1850-1970 



PPB1850-1970 HHHl 



PPB1850-2070 HHH 



Insoluble 
Insoluble 



PPB1750-1970C C 

PPB1750-1970N 
HHhf" 



'HHH Insoluble 



I HHH 



Insoluble 



FIGURE 21 




FIGURE 22 




FIGURE 23 



Binding of neutralizing CTB antibodies by recombinant toxin B protein 
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